Immunofluorescence and confocal laser scan analysis of formalin-fixed paraffin embedded (FFPE) tissues sections
Spleen sections of 10 µm were dewaxed in xylene 2 times for 10 min each and rehydrated in graded alcohol series. Epitope retrieval was performed in a water bath at 98°C for 30 min in 10 mM HIER citrate buffer pH 6 (Zytomed Systems, Germany). Unspecific binding was blocked with 5% goat serum and 0.02% Tween20 in TBS for 60 min. Primary antibody STAT5 (Santa Cruz, USA) was diluted 1:200 in blocking solution. The sections were incubated overnight at 4°C followed by extensive washing and incubation for 60 min. at RT with Alexa Fluor® 594 anti-rabbit Ig antibodies (Life Technologies, Darmstadt, Germany).
Nuclei were visualized by staining in 0.05 µg/ml 4',6-diamidino-2-phenylindole (DAPI; Sigma). For conventional immunofluorescence staining images were captured on a Axioplan 2 Imaging system (Carl Zeiss, Oberkochen, Germany). For the confocal laser scan analysis images were acquired by a Leica TCS-SP5 system (Leica, Wetzlar, Germany) under identical conditions for pinhole opening, laser power, photomultiplier tension and layer number. During data elaboration by Fiji software (www.fiji.sc) identical parameters were applied for all samples.
Terminal deoxyribonucleotidyl transferase (TdT)-mediated deoxyuridine triphosphate (dUTP) nick end labeling (TUNEL assay)
DNA fragmentation was measured using a TUNEL procedure (DeadEnd™ Colorimetric TUNEL System, Promega, Mannheim, Germany). 10 µm spleen sections were dewaxed in xylene and rehydrated in graded alcohol series to water prior to the staining procedure based on the manufacturer's instructions.
